NH 4 Cl, 50 mM Hepes pH 7.6) was loaded into the cuvette equilibrated and calibrated to 25 darkness for five minutes before data acquisition was started. Samples were illuminated via Chl concentration of the sample was determined in triplicate using the Porra Method (Porra, With the disc maintained in darkness, the cuvette was purged with N 2 to remove atmospheric leaves and isolated thylakoids using Dual-PAM-100 or Dual-Klass NIR (Walz, Germany).
4 5
Isolated thylakoids in Dual Pam were measured at 100 µg Chl ml -1 using liquid sample were also submitted to the Clark-type O 2 electrode (Hansatech, UK) measurements. 15 µg
Chlorophyll ml -1 of sample was injected to 1000 µl of the same measurement buffer used in
MIMS measurements. Inhibitors were added as described in the text. Samples were loaded in darkness and after one minute of dark data acquisition the halogen lamp was turned on (800
µmol photons m -2 s -1 ) for four minutes (total five minutes). was not reduced during our measurements. To examine this question we used a Dual PAM to 1 6 5 measure the redox kinetics of P700 from both intact leaf and isolated thylakoid samples
incubated with these inhibitors, and further compared them with DCMU as an unambiguous Following a dark period, addition of a constant Far Red (FR) light oxidized P700 to P700 + in
all samples (Figure 2A ,B). Transient re-reduction of P700 + to P700 by PSII derived electrons
was achieved in inhibitor-free controls (Black lines, Figure 2A ,B) via superimposition of FR light allowed P700 + to re-reduce to P700, at varying rates, in all samples. In a clear demonstration of successful PSI truncation from the rest of the PETC, the level of P700 + was 1 7 7
largely unaffected following the ST and MT actinic pulses in both leaf and thylakoid samples This suggested that electrons liberated by PSII were able to transiently reduce P700 + to P700, 10 µM in isolated thylakoid samples did not block reduction of Cyt-f, and therefore P700 was still actively coupled to PSII, as opposed to the clear inhibition of PC and P700 + re-reduction produced by the treatment of samples with DCMU and DBMIB. The concentration, quality and activity of our DNP-INT stocks were checked before making concentration used in our protocol was at the high end of published protocols, and five times
the "minimum concentration required for complete inhibition" of 2 µM (Trebst and others 1 9 7
1978), we tested the possibility that we had under-dosed the DNP-INT samples by
conducting a concentration response curve (See Figure S1 in supplementary materials) . In Cayman Chemicals, provided a full analytical analysis of their product to validate its purity,
we purchased a second stock from a separate batch and decided to independently verify the To further test the reliability of our DNP-INT samples, and to confirm the proper 2 1 4 functionality of the isolated thylakoid preparations, we decided to replicate published In this measurement, a Clark-type O 2 electrode was used to compare Net O 2 fluxes from Net O 2 uptake (Blue line). The addition of MV to the DNP-INT treated samples had no effect of PSI presented in Figure 2 were not the result of any artefacts and warranted in-depth 2 3 2 investigation. inhibit the re-reduction of P700 + by actinic light pulses, as was expected and observed in INT. We inferred the best explanation for this discrepancy to rest with the inherent 
